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Abstract of JP2001269176 

PROBLEM TO BE SOLVED: To provide a peptide derived from a higher plant having a function to 
bond to a DNA and suppress the transcription of gene, a gene coding for the peptide, a recombinant 
vector containing the gene and a transformant containing the recombinant vector. 
SOLUTION: The peptide derived from a higher plant has a motif composed of aspartic acid-Ieucine- 
asparagine and a function to suppress the transcription of gene. 



Data supplied from the esp@cenet database - Patent Abstracts of Japan 



BEST AVAILABLE COPY 



httD://v3.esDacenet.com/text.doc?DB=PAJ&IDX=. JP2nni ?fifl1 7fi 



1fi/n.S/14 



(19) B*S4#fFJf (JP) 



«2) & 11 1^ ^ « (A) 



#^2001-269176 
(P2001-269176A) 
(43)^IB H ^gasmoa 2 B (2001. 10. 2) 



(SDIntCL' 
C 1 2 N 15/09 
C 0 7 K 14/415 
C12N 1/15 
1/19 
1/21 



ZNA 



F I 

C 0 7 K 14/415 
C12N 1/15 
1/19 
1/21 

C 1 2 P 21/02 



4B0 24 
4B0 64 
4B0 6 5 
4H0 4 5 



m^m^ m ^*«<o»6 ol (^i9H) m»M(cjK< 



(2i)m6i## 


1$R2000-87536( P2000-87536) 


(TDWHA 


301000011 












(22)ttiffiB 


¥«12^ 3 ^ 27 B (2000. 3. 27) 




aoK«=F«fflK«*«K ITS 31 








(72)«Mi# 












^4««o< «rfct 1 TB 1 »3 


















(72)5!?|« 












3ej!S»tD< 1 TB 1 #3 


















(72)«M# 












3?au&o < (Sts^ 1 T e 1 # 3 























(54) t«Mo^*&c] 3teTcD«E3|:&^afi-r^«te&:frs^y^H 



(57) i^m 



(2) 



2001-2691 76 



[if*^2] (a) lE^iJS-^i r-S^tt^rsy Ki2 
^JA^t)^*:*^:?^ h\ XI* (b) TsyKBE^i (a) ic 

^U^i^U^^Zf'^f. Xld: (b) TSy^iS^iJ (a) iz 
teL^T 1 S L < liSfeeO^T 5 ^ L < 

[O O O 1 ] 
[0 0 0 2] 

ftiJtapxUptVhlriJlS^-r^^^/^^MS^ERF (Ethy 
lene Responsive Element binding Factor) it^ ERF 

JSLTt^-5C<^A<0Jt>7^)^lc;^c^: oTl^-So Cti^TMc. ^ 

/^u, vp-r5^:^X:^ffl!fa;^)^^>ER F K>-r v^^-r-g) 
'rxi-(OcDNA\z'oi\xmmmm^m\ m^mf&p^ 

[0 0 0 3] 

[«B-3A<S;*L<*:'5i:-r'g)^iI] TUt>-ib. :$^^Bmo 

NAizm^LmB^co^w^imi-t^m^^m^^mm 

^ ^ - ^ # tf^atc^ft SlStt-r * C <!: $ S M <!: r -5) c 
[0 0 0 4] 

ER FST-(7>:l3;U7tC+v5|^!lg«Il|gCOT;^M"^ 



4^>K-D-f v>-77./^5^> (DLN) jbNb^'cC'g)^ 

Kit LTIi, m^\t9^<Z2m^(OERF 3\Z^ 
**L^^rf9^K (iE5iJS#i) : ->n>r>?"^X:^ft*<7> 

AtERFS. AtERF4. At ERF7;&i;a t E 
R FSlC^^+l-S-^:^^ K : ^^^m^CDo s E R F 3 IC 

K;b^^lf t>ti*o 

[0 0 0 5] 

R FE-^^^n— KLTL^-^) c DN AA^t). ^>/<^Szi 
— KSlSS^ymL. C*t*»S<DGAL4tei:S^(0 
DN A$S^ K>>r >^r]- KLTL>^fSi|lt<!:$S^L. 

t> icffliasifla-^tigfe-r -5) * 'j :7 ^ c?— -< ^ 't? 
\^^mmr^o cti^c a L4^>/^^K3e^ani 

xu^ ha;K-va>jiircfcy»AL. UtK— ^'-ilfi 
^r- fe ^ ;u V 37 X ^ — tf itfe^cDJStt S^y^-r ^:it\z 

[0 0 0 6] -D^ic. ';^u*>-9— s^icffft-r-S'j^ 

?^"Cfe^-X-f U — va >«?*Tjit^ffll^T. ERFS^CD 

/Co 

[0 0 0 7] 

[HffiiW] ERF3ite^CDmSI 

Stt v-;^ X U > > h i: L TtSffi-r C t A<B^ AMZ 
TlN-5it»iB^iJA6CC6CC (#%:ft:SRPIant Cell. 1995 vo 
I. 7. pl73-182)<[:3g^fE^^o^>/^>7g^zi-K-r 
^ cDNA ^ AGCCGCC ^ # trDNA^it ^ :^ □ — 7^ <!: L TDNA-^i 

[0 0 0 8] (cDNA5^:/5U— <7)<tl«afe) 

iZi^^r^o C(7)f»»Lyc^t»5l^lOgrc*fL2 0mLCD 
RNAttaiy\**v:7T- (8MffiK^TxS/>, 2 0mM 
x^U>i;7'5>ESPK-:M-'J':7A(EDTA). 2 0mM 

2- (N-^>iU7f>rjy ) x^ >;^;U7tx>^(MES), 5 0 
mM >JU:b3^hX^y — ;U) it 8mL(DTE5§;*ft (lOmM 
Tris-CI pH8.0. ImM EDTA) r*fia«l Lfc:7xy 2 m 
L(D^aD7t^;UA^j[|D^J:<}t}$L. (1 00 0 0 

g) LT±;t^[2liR-r*o ±;tl^« L TO. 2<&§g(D1 

tsAmmto. m^mcD x y -;u ^ jo 7L-2o**cr' »s l tz 

iiiO (1 00 00 g) -r-So >*K^2mL0TEiSja[|C 
^ML. SOOmLcOl 0 Mlg^b 'J 9^'!7Ajg;*S^JD^. 0**C 
T2B#rBlSJSL. S'tr-So itlK* 7 0 0/6(Z)7;Uzi-;i/ 




Zfa^m±mPo\y A Tract System 1000 $ffll>T^RNA 

^vTl±a[cDNA^>r va>^o— K^ffl 
l^T-*SlcDNA^^^„ zm^yrJi^-^i^T^tCOyo 
h 3 -;Hctt o T ^ A 5»*gt 1 1 fgSKK ^ ^ — (DEcoR I -Not I 

[0 0 0 9] C^^ •J-->'i7';i) ^t/d<:Ltc^/<3cDNA 

^ -r ^ ' J - ^ M^ix >u 5 A y T - V ^ jfilj 4 :^ e CD 

3^^ — ^*<^#t)tL'5)SS*. ^A^O. 5ccmL<D10mM(DSt^ 

LTffi^3F1±. m^-r^fzi!b<Dmmxh^50m/l<OT:y 
e V 'J h 'J '^^ ALBS^igife (ILlcM LTlOg h U 

15g*^) (zMP?f1L. 37°CT*tg#-r^c y^-<P 
t}<m^mm\ZtJi'^tz^^.V 1 mM(D-f V::^P e;U-)8-D- 
Kf^y V K(IPTG)J§;-aiz;§Lfc-hP-b;i. 

Sil7!)<LT:7T — v^^LSlU. 5%(V/V)(7);^4^AS;U 
^*#t;e^/<'>7T-(25mM HEPES[2-{4-(2-t Kp^ 

H7.5. 40mMKCI. 5%v/v glycerol. 20ug/ml poly(dA-d 
T) (dA-dT) , 0. 5 mM EDTA) I:: 4 **CT 2 BtHS L $ 
t> l::0. 5% (V/V) (D X ^ A S ;u ^ ^ fclSg^/ :7 t - (c 
4*'CT' mFelS-Tp /<'>:7T-*^Tl»l^yc^. 3 2p 

'&-:;t:fSDNA AGATCTCATAAGAGCCGCCACTAAA 
ATAAGACCGATCAAATAGAGCCGCCATG^^ilD Lfz/<y Vt — 

1 BSfflfSLfc^. DNA<7)XoTl^<^l^r^C/<'y■:7T — 

T'3lHiaL\ X^77^';UAlz^3fe^-y:. ^P — :?CDDNAA< 

r?T-v.^ UDNA^atiJL. cDNAfligt^fttJKS^Eco 
H\tHot\^mi^xm^)lhLfzo ZiDdUm^^y^T.^ 
KpT7D3 e^T^UVixTtt) (OMEB^EcoRI-Notlffltt 

izm^ih^s zT^T.^ \^i&mmm(om^'^tizui\^ ^ 

/<pERF3CDcDNA(7)±ffiSiE^iJ^i#fc (iS?iJ#-^ 1 ) « ER 
F3a)cDNA<D±SiB5»J ^ fij O 3^ 5 ;^ 5 K ^ pERFS t^mf 

[0 0 10] (ERF3±S^#t;x3?x^^-::^^7.5 K 
pGAL4DB-ERF3CDt8ll : m 1 #fiB) ^ P - >^ ^ (C 
lontecha. USA) (D.^^;?. S KpBI221 SMIBB^Xhol ^S 

T:tfp-xy;i/maj*»iT'GUSiie^^|»^. ^u:?^ 

'7-^if-<^';7'<;u;^35S^P^— $r— (KXTCaMVSSS) 
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<t y /N" u >^iap^iie^^a)te¥*|jj:$iiiit (Nos^ - 5 

^— . iaTNos-ter)$$t;35S-Nos::f5X5 KBJt>t-D 
NA^tftco ^ P — >7"^>^ttK(DpAS2-1K>7^— ^MIS 
e^Hindl llT*>^^bL. mm GAL4^>/n*>?M<7)DNA 3^^ 

^mt ( 1-147 r^ym^m) ^p-k-t-S) 748 bp <d 

DNA WT>t (mTGAL4DBD)ST#P-;^^';umaa»lCc>: 

oxmsiLf-^. T4 dnatku y ^— tf-e^;t5i^tt<fc«as 

^L/co CCDGAL4DBD^^trDNAW>tS. 5fe(5i: a)35S-No 
s(7>DNA<D35S:^P ^ — ^ — i:Nos^ - 5 ^ Felro^yt* 
Affile LtcSiJIilzJi A L. 35S::f P^-^ LTSS 
GAL4 ^>/^^Rc7)DNA jg^ffiUtO ORF m^mz^/u 
-eL^'6tCD*StfeLT35S-6AL4DBD K/?^— (El 1 T: 
1*. p35S-6ALDBtIB«) S«t^Lfrc 
[0 0 1 1] (ERF3^tlfccfct;T^-< •J-v^>L^:IP- 
K«Il|6a)^tJ?)c<^p35S-GALDB-^<7)^ P — - >y) ERF3(Z)cD 
NA:?^X5 KpERF3<!:GAL4DBDi:K^V-** Lx— A) 
Sf-r cfc a iciSit L 5 ^> / 3f ^ -f -7— pr I mer 1 

( iS^iJS-^4 : ERF31£SiB^iJl-19|z3^^) 6ATGGCTGTCA 
AAAATAAGG it MlSS^Sa 1 1 SPtl ^}^03^D-9-:^^ 
>fv— primer2 (iH5»JS-^5 : ERF3ffiSE5iJ661-678lciS 
CCAAATAACATTATCGGTCGACTCAAAATTCCATAGGTG^ ffi l^ 
TERF3±^>/\^^MP-K^1|S (iS^iJS-^l : ERF3^S 
K^JI-678: T5yKiE5»Jl-225) SPCR,*|z J: oTiStS 
L. DNAffirM-i^'fitco PCRJ5lSCD^i4^(*. ^ttJ5f^94°C1 
T-— >bJ5JS47"C2». #:gSlt^74**C1 1 it-r 
-J^iiU^h Lr-e25-9--f ^^bteCJSrofco JUT^TCDPCRJS 

m\tf5\c^iii^X'iszU'ofz, '^tzDum^^mmmmsQ\ 

\xmitLtz'^. TiSa'~:;^m%hm\z^'oX^^fr 

^mm)^^mmLtzo z(0EHF3^=i- i^t^mm^ 

*lJK»«Smal tSaWV^UbmitLXtSl^tzZBS-GkLA 
DBUy^yT.^ flzm^^^. X37x^^ — KpGA 
L-ERF3^«SgLfco -tfBLyc3^5:^5 KpBI221;{)^ bpGAL 
4DB-ERF3^«i|-r-5»¥lll*g1 1 iC^Lfco 
[0 0 1 2] (ERF3TSy Kl/25^^t;ERF37'-< U-v 
a>X7x^^ — KpGAL4-1/25ERF3a)«m) pE 

RF3::f5;^5 K^gaL4DBD^ =i— u-ix<S:li^^ft* 
cfc 5 icEft Lfc 5 *T -i/y <-3f5-f -^-pr itn 
er3 immm^e : 3fg^gi5<4ERF31gSiB?'J1-19) GATG6CT 
GTCAAAAATAAG6 <h ftfJISS^Sa llgiJfi^l^oa^P-^- 
:^^>f v-primer4 {iB9iJS#7 : 3e^SBfiERF3«SiB 
5IJ69-75) CTTCCTTACACCGTCGACTTAAACCTCC^ffllNrERF3 
cDT a y KiE^iji/25p- K««fziSS-r *tgSiS^Jl-75 

(omm^^i:mm)^i:PCRmiz^'oxmz. zomm 
i^^mmmmsawxmitL. 7iso-:^m%»mz^'D 
xmmtr^dHm^^mmLfzo ^(^ERFsor s/k 

iS?iJl/25IC* P- K-r 'S)DNA«Ii|E1-75a)DNAK>t*. MIS 
B*Sma ItSaWX'filbmitLXtS l^fc35S-GAL4DBD 
X5 KlcM^ii^. x:7i>7 4r — KpGAL-1/25E 
RF3^*S^Lfco 
[0013] (ERF37 S y ^26/82^ ^tERFSii^-f 'J - 




v-3>x^x^^-:/^X5 Kp6AL4-26/82ERF3(D« 
H) DERny'y::^^^ Ki:GAL4DBD$zi— K-r^3? U— 

—primers (i5?iJS-^8 : $g^gPiiERF3^SiE5U75-99) 
TCACTACAGAGGTGTAAGGAAGAGG<b ftiJiSH^Sa 1 1 Uiil^t^-O 
35RD-'7-::^^^*7-primer6 (K5iJS#9 : SS^gp 
feERF3^SiB?i]239-246) CTCT6ATTCTC6TCGACTTAA666AAG 
TTAG^ J^L^TERF3<7)T S / KiE5iJ26/82zi- K^iHSlClS 
a'r^«£SiB^J75-246(D^«^^t;DNA»T>^^PCR;4lCj: 

p -jx. i:m;7icij)iz ci: o T g 6^ <h -r ^DNA^>t ^mi§t L 

Tfcl>/:35S-GAL4DBD:^^;;^= Klcffl^jXj^. X^x^ 
^-y^Ts^ Kp6AL-26/82ERF3^«l|Lfco 
[0014] (ERF3T 5 7 K83/225^ #t;ERF3r ^ U - 
i/a^x:?!^?^ — KpGAL4-83/225ERF3<7>«ft 
m.) pERFS:;^^^^ K<tGAL4DBD^=i— Kf'S^U— A<1: 

—primer? (IBfiJS-^l O : jS'&SPeERF31gSiS5iJ249-2 
69) TTCACCGACGGAGAATCAGAG <b ^J® gf^Sa 1 1 gCfi 
3^P-'7 — ::''^^'7-primer2 (iS?iJ#-^5 : ifg-^^J 
feERF3igSiE?d661 -678) CCAAATAACATTATCGGTCGACTCAAA 
A^CCATAGGT6*ffil^TERF3(DT 5 / KIB^J 83/225=1- K 
(CIS ^ -r «Sia?iJ249-678a>fllsSt ^ ^tDNAffir ^ 
PCR}i(CJ:oT#fco C<7)DNAeT>t^»JISS^Sal lT*;N^b 
L. T*'P-:;^Sftac»lCcfcoTeWi:t-'&DNA»Ti** 
mStLtco C<7)DNA©T>^*. ftiJISa^^Smal^SallT'^d^ 
>B^bLTfcL^fc35S-GAL4DBD:^^P5.5 KlZ$a^iAi?^'. X 
:7x^^-3fv:^5 KpGAL-83/225ERF3 L o 
loo 1 5] (ERF3T5y ^83/123^^t;ERF3T^-f 'J — 
va >X37x>7^ — KpGAL4-83/123ERF3<D« 
H) .)ERF3::^^X^ K «t GAL4DBD ^ =1— K-r-g) 3? U— A <t 

m^nm^- st-r j: 5 icstt l 5 5Rt / ^- >f -7 

-primer? (IB^'JS-^ 1 1 : ^S^SP<iERF3 igS IB 5iJ 246-2 
69) TTCACCGACGGAGAATCAGAGtftiJISBmSal lg^fi^J#0 
3 5SO — r?— ::f^-<"7— primer8 (IH^^JS-^I 2 : 3(S-& 
aj&ERF3^»iB^iJ356~369) 6CCATCTGCAGCGTCGACTCAAAGA 
CGGCGCG^ffllxTERF3CDT ^ ^ ^IB^'J 83/123=1— KfSlt 
1=!^ ^ ^ ^SiBi?iJ246-369C0^1|£ ^ ^ tDNASr)^ ^ PGR 
;i 1= cfc o r mfr o C a)DNABr>^ ^*JKB*Sa 1 1 r*;B 

mm\.fzo CCDDNAKrJt^. MKS^Smal irSal IT*^4^ 
;S^bLTfcl^fc35S-GAL4DBD-:^^7.5 Kl=ffl^5^<^. x 
:7x^7^» — KpGAL-83/1 23ERF3 L o 

[0 0 1 6] (ERF3T5y Kl24/189^^t;ERF37'>r 'J 
-V3>x:7x^^ — KpGAL4-1 24/1 89ERF3(7) 

mm) pERF3:^7X5 Ki:6AL4DBD^=J-K-r^-7U-A 

t eE^**7b<-Si-r ^c*: 5 i=m+ utc 5 5^t *://\'- >r 

^— primer9 (iE5»JS# 1 3 : JS^aJi4ERF3ffiSiE^iJ369 
-391 ) CTCCGTTGCTGCAGATGGCCGGTG t ftiJISS^Sa 1 1 $ 
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|$03*P — 7 — ^— primerlO (i£5iJS# : 1 4 
$g^SPiiERF3ffiSiS^J559-56?) TCCGACACAGTAGGGTCGACT 
CA66CGTTAAC^ffll^TERF3(7)T ^ / KIB^J 83/ 123=1— K 
$Il|!tI=i^^t-^^Si2?'J369-567(D^l|£$-#t;DNAf&r>t^ 
PCR;il=.fcoT!#trc C:(DDNAIK>t^ftiJISe^SallT*;H<b 
L. 7iin—7.m%^m:z^r>XEtfyt'^^mm)^^ 
mMLfco CCDDNAW)t*. *yElB^Smal<hSallT'^i^ 
;g^bLTfca^yc35S-GAL4DBD:^^X^ K(=?fi<?/3X^. x 
77x^^ — KpGAL-1 24-1 89ERF3 * tt^ L fz o 

[0 0 17] (ERF3T^y ^191/225^^t;ERF37^-i' 'J 

— i/H >X':7x^^ — KpGAL4-191/225ERF3CO 
tS^) pERF3:;^^XS K <!: GAL4DBD& a— K-r-S 3? U- A 
i:K^**)&<-a-r J: -5 l=iifi- Lfc 5 *:/y<-:;^^ 
•7— primer 1 1 (iE5iJ#-^ 1 5 : $S^fflJ{iERF3^Si29J 
569-593) AGTGGGTCCTACTGTGTC66ACTG<t^J^S^SaMeiJ 
i4*l*03S5P — '7— ■:/3-<"7— primer2 (BB5IJ#-^ 

5 : $g-&ajeERF3ffiSi25iJ661-678) CCAAATAACATTATCGG 
TCGACTCAAAATTCCATAGGTGSffiLNTERF3C0T 5 ^ SiE5iJ19 
1 /225 =1 - K«« I=1S ^ -r ^ «Sie^J569-6?8<D«i« * ^ 
t;DNAffiTM•^PCR}^l=cfcoT^i^Co CCDDNAiT)t^ffJISP 
^SaIlT?;g^bL. T:^*P— xmm»1ci!)(=<i: oTg6^^^ 
^DNA^>^^m86Lfro CODNAffiT>t^. ftiJiSa^^Smal i: 
Sal|-e^*:)58^bLTtel>fc35S-GAL4DBD3^^;^5 Kl=lfl 
^aX.?^, x:7x^^ — KpGAL-191/225ERF3^8| 

[0018] (ERFST S y K204/225*^t;ERF37^w' U 

— va>x37x^^ — KpGAL4-204/225ERF3a) 

«l|) pERF3::^^;^s K^gal4DBD^=i— Kf^::' u— A 
i:iS^**3b<-Sl-r ci: 5 l=iSit Ltr 5 5|^T /n^-::^^ ^ 
'7-primer12 (iE?iJS-^1 6 : jS^epfiERF3ffi£iB^J60 
9-62?) AGAGAACCAATATGATGGG<t*iJISSmSal ISie^|#0 
3^P — 'I?- :^^-r^— primer2 (ie^iJS«^5 : Ig^giJ 
fitERF3ffiSiE^«J661 -678) CCAAATAACATTATCGGTCGACTCAAA 
ATTCCATA6GTG^^l^TERF3(7)r 5 / ^SE^J204/225=i — 
K^l|!tl=IS^-r'g)igSiB3?iJ609-6?8a>««S^t;DNAKT)^ 
SPCR;4I= J: oTftfco CCDDNA»T>t*MiaS«Sal I "C^e 
IbL. T*'P-xm^^7lci&l=.^oTge*It-r^DNAKT>t 
^m^L/co CCDDNA^K^. *iJllS^Smal<hSallT^ 
i^);8^bLTfcL^yc35S-GAL4DBD3^5:^ S KfCiiS^ji^. 
x:7x^^-;:^^;^S KpGAL-204/225ERF3 ^ «S L fz o 

[0 0 19] UTK-d^-ifie^oj^^ (igi2;Ri;Ei3# 

•y=y7.^ KpUCIS ^MKBISEcoRliSstl -ej^^b-T-Sc 
PBI221 (^P->7^»v^a) ^ «iJI8iliSEcoRI<t Sst 
("CjB'fbL. Nos-ter (nopal ine synthase terminator) 
^ # t;2?0bp(DDNA»T>V ^WXt^TiSa-7sV)Vm. 

aac»i=cfcoTmjst-r*o i#b+ifc»T>*'^»ji8B«EcoR 

I ^ Sst I xmitLXt^l^fz:f=yy^^ KpUC18 CDEcoRI-Ss 
tiasistlzSA-r-So :ti »J3'^'7-^'tF^^O-<;ux35S 
3fD^-^-TATA;f:^v>7;;?.^^t;ffl*SSg(ODNAl (iS^iJS 




^ 1 7)AGCTTAGATCTGCAAGACCCTTCCTCTATATAAGGAAGTTCAT 
TTCATTTGGAGAGGACACGCTGZ^UC D N A 2 (IBWS-^ 1 8 ) 
GATCCAGCGT6TCCTCTCCAAATGAAATGAACTTCCTTATATAGAGGAAG 
GGTCTTGCAGATCTA^ ^fife-r -^filc LfcDNA^90°C 2 »llD 
8ft L/i^. 6 0**C-eiB#rB^AD8ftL. "tCO'^m^ (2 5 

'^o r*2»rafl*fiLT7--g>^3?ii-2*ffiS}^fie$ 

-tt-g)c Nos-ter^t#opUG18:^^XS K^MISSm Hindi 
I let BamHI X^mit^ho -^JS Lfc 2 *$|DNASpUGl 8 (D 
Hindi I l-BamHlSUeicJiA L. TATA-boxtNos-ter^^t; 

tZo 

[0 0 2 0] llCDZfyT.^ K**iJI8B*Sst I r*;fi^b L. 
T4 DNA 7KU>^-ifT:¥;t5t^5S^b«iJi^fcC<i:5o 

PGV-CS2 (m>*>r >^ass!) ^ «ijise^^xbai t 

Ncolr*>S^bL, T4 DNA tHU > ^-if -CSFTtStt^bfliS 

^ fc z ^c»: t-^. T p — X iz J: o r . ;u 

v^x^-- IfiSe^^^t; 1.65 kb CO DNA^>V**8I 
ISlSLfco C<ODNA^)t*±IECOTATA7t?*:;^X<tNos^- 

Kl::*f A LTATA-LUC U tK— 

^-ite^^ts^Ltco mm(D gal4 ^>/^^m<odn 

A JS^iE^J * 5 a e— I*-:? ^ >^ 5 K pGSCAT (C I ontech 
ttS!) * »iJK»fRSmali: XbalT?;B1bL, T4 DNA tKU 

GAL4 ^>/^^H(DDN Aje^lE^iJ^fcDNA ©rft-^T*' 
P-X>r;b«aac»)-eai!Lfco TATA-LUC 
$JjRlSmBgll|-e>B<bL. T4 DNA tK'J > ^— If T^;t* 

M5lbffli?i^fcc5o c:a)Mteiw3|i;t5Rag^bLfc5 3e- 

(D GAL4 ^>/<^g(DDN Afg^BE5»J#t; DNA Bt>^-* 
»AL. Kcoa*> GAL4 ^>/^^McD 

DN A$g^iE^ijMii:^rS]izfB]iNTi>^ta)^ilt&L. u 

7K-^-itl£^GAL4-LUC ^m^L/.o (^3#8B) 

[00 2 1] (U37TU>:^itfe^a)«ll) '^^i^-f^ 

«>h^^^- pRL-null ^^J|gS^^Nhel<i: Xbal M^m 

mvmmL. ja dna tKu^^— tfT'^;t*ss^b«is* 

;Uv:7x^— tfitfe^^^t; 948 bp <D DNA ©t>^^*I 
S-r^o CO DNA iT>^-^X3?x^^-^^;^^ Kc0« 
S<DKIZfflL^yt6USfi^S^*^»l^ycpBI221'<'S7^— a>6US 

0)5*). v-f • ;uv;7x^— tfite^AWliS:^ 
isiicfp|L>Tt>'5ti(7)^atfe-r-& (pPTRL a>aig) o 

[0 0 2 2] (U7K-^-iHE^(0;SttIiJS;i) ^m'=i 

AL. x:7x^$»-a)a)!}*^U7K-$'-iie^cDS1t* 

;l'lS-r ^ C <i: led: -:>Ti@-<fr o 

[0 0 2 3] (::^p h^^^A hommii) 100 ml <o ms 
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ttS . 3%va^. 0.2 g/L KH2PO4. 0.2 g/L m-inosito 

1. 2 mg/L glycine. 1 mg/L ffiK^T5>. 0.2 mg/L 

2. 4-D. pH ^ 5.8 icIHSB-r-g)) C: 7 B Felig^ L ^ 
/<=il$g$fflB& BY-2 a)fItSgi«3m I ^*D^T 26°CT' 

125 mm. SSA^'J-Vttl!) MifilHlilRL. 0.4M 
^- h-;u^^t; MS igidj r*$fflfla^25t;*-r^p J5t;f l 
/cfflflS^ 25 mL <0 0.4 M ^x h-JU^^t; MS tgife 
icffiSLT 1 O5J^WS;a-CttS3,000 rpm T* 1 ^mS'b 
Lxm^^^^T^o ccDfflflS^ 20 ml (D^^^'\zJV=y 
— tf (:1-/*>**RS. ) «h 0.1%-^^ h»JT-if Y-23 

(-b-f v>*±is!) $^t? MS ^mzms&^mmmLx. 

26^CT' 90 ^raBtmr* 60 rpm X^t&mt 5 LtSt^i^m 
^m^mit^^. ^CD^, 1.000 rpm -es^KS'DLT 

[0 0 2 4] (XU^ hP7KL'-va>ICcfc€>iia^» 
A) ±tEr'i#yt3fp hZf'yT. Y-^mmt< 2.5 X 106 
flg/ mL iz/jr-Scfcaic xu^ KptKU— va>3li®;'S 

(5 mM MES pH5. 8. 70 mM KCI. 0.3 M "^x h-;u) I:: 
nmmr^o xu^ hP7Ku-v3>ffl^iLK^:; K 

(v— >/^;U1t— ^zlK^v h 0.4 cm elecrode. 

Kttffi) lC«^LyrpGAL4-LUCU7K--$'-it<£^t 
x:7x^^ — K LTpGALDB-ERF3&-5t^l*•^ 
OOt' U— i> a > i> 'j —X (pGALDB-l/25ERF3"'pGALDB-204 
-225ERF3) (DDHk^ %Wugt 'J ^7 \^>7.m&^Zf3 
AS Klug^ 100 uL <0 2X xu^ KptKU— va >S 

(lOmM MES pH5. 8. 140 mM KCI. 0. 6 M ^x j 

;U) ^^Q^T. MS7kT±Si& 200uL \Z-r^o =^^^ 

V h\z 600uL a>-^a v-y^fT. h!SjS;'a^Atir. xu 
^ hP/KU' — ^ — (Genepulser II Electroporat ion Sy 
stem/<>r:r5^:/ K^±]^) $-ffiLNT 600 V. 25 mP <0^\^ 
X DNA ^^A-r-So «A^. KA>b^P h 

h^l.OOO rpm S^jrBljfiibLTIllilRL^ 5 mL (7) 
0.4 M -7- MS igife IZT^P h3^^A 

USSLT. 26°CT*6B#rBlB&RlTT'{iaL/r», UtK- 

[0 0 2 5] (;bv:7x^— tf;§14IiJS) 6B#^1»SL 
yc:;^P VJ^yT. VWMiy&.^ 1 mL gRffilLT. 2.000 rpm 
T'3 ^f^^^b\.X-Ju hzf^T. hSlHjilRLtrft. Dual- 
Luc if eraseTMReporter Assay System (Promega ttSl) 
iz^i^i^tiXl^^ Passive Lysis Buffer 50 uL 

mr^o ::^p h^^x h^fi*»Ly=^. &'bLx±m^ 

lEliR-r^c Z<omf&tAtti}&^5 uL ffll^T Dual-Lucifer 

aselMReporter Assay System (Promega ^±S^) <!: ;U S 
^>-tr>:^'J-y- (BLR-201. TP^ttlS) ^ffll>T;U 

— tffc<*:i/'l7ai/-f - ;uv:7x^— tf^Sti<7)ailS* 
KOiiiB^glc^itoT 10 fttplco^S^t^lg^i'^- 
K-r?:^^>hLfco u:7TU>Aiie^<DS11filS*'J 

tK— $'-iH£^<DStt(fiTfijy. •^-OOfflWfiT-fc-SRela 




tive luchifarase acti vlty^;iy^fi|<t LT*i6fco x 

:S*iaaLfro r^i:*P*>. pGAL4-LUCU7K-5'-jte^ 
i:pGALDB-ERF3x:7x^^-:^^X5 K^«ALtci:^ 
<7> 'j Tff- ^ — ;()<50 <»: /ci: ;i ^ b . pHGALDB-ER 

oi^XTic^f^ii^ic. SAL^cx:7x^^-iziiu:^u 

[0026] hV-r>(Z)jsl^) ^AnER 

tK- ^ -it <5^pGAL4-LUC <h pGALDB-ERF3 ^ ^ / < tgg^ 

/cc ^C7)lSm. pGALDB-ERF3x:7x>7^-(i. 'J^t?-^ 
-itfe^CDJSti ^ X :7 X ^ - ^ ^ A L ?t*: L ^ 'J ^ - 
ite^cD^O)!!^ (=j>ha— ^b) o%Md/^$ 
•e-fco CtD^^li, ERF3)!)<tE¥*ffl3*II-r^U::^U'V-9— 
i: LT^tlLTL>'&C^^^LTt^-5)o ERF3CD 'J T^U^v 
K>>r>^*$S-r'5)fc«)lc. ERF3itfe^a)^>/^^ 
a=}- K«itf*^*l-^+L(D«|i«lCT^-f U-va >LfrDA 
N^>ttOx:7x^^ — :;^^7.S h\ pGALDB-1/25ERF3. 
PGALDB-26/82ERF3, J: l/p6ALDB-83/225ERF3* t t^ 

[0 0 2 7] ±fe(D<i>^(7)x:7x^^ — 'J 
7K-^-ite^<t^Jc^y<zi^«fflflS(w3|AL. U?K- 
^-3ifc^O;Stt^;l'l^ L/cSSH. pGALDB-83/225ERF3 
x:7x^^-l*. pGALDB-ERF3^«ALfcii^i:l^« 

5 0 %Jfl)^ ^ U Ht-«it^*<fe ^ C <!: * n^cc 
L;&> L. pGALDB-l/25ERF3fc J:t;pGALDB-26/82ERF3|z(i 

CD C it li, ERF3a)r S y KiB?iJ83/225lcfflS-r -SffiSlc 

(7)^ J^T* & 1 /25 ^ I ^ li26/82(;)Mi|g icli U 3^ U 1^ 

[0028] ;:>J(C83/225T 5 J Kifi^iJO 'j 

Lfr83/225«Il|g$ $ »b Ict'^ U - v a > L/cDNA^ t O 
x:7x^^r— :^^;^5h\ pGALDB-83/l 23ERF3, pGALDB- 
124/189ERF3fc^l>lipGALDB-191/225ERF3^ U tK-^- 
jie^pGAL4-LUCt4!:tl3:^p h:?^X hl::SALr'J 
7K-^-ae^a)S14^H2Lfco ^<7)teS. pGALDB-1 
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91/225ERF3^«AL/::ii^. U Tf^-^ -itfe^^CDiStt 
$?l50%M'>Lfco t;b^L. ■?'<7)<fe<7)x3^x^^--e 
fc h pGALDB-83/1 23ERF3 & ^ I ^ li pGALDB-1 24/1 89ERF3 $ 
^ A L fcli^ 'J tK- ^ -a);Stt V.Ut^r>-tz. C (7) 
«SS*^b. ERF3(;)U3^U«>i:^-«Sg|^}#o^i|lt Cj^^b 
':/v3>K>^» I*. ERF3a)TSyKiB5iJ. 191/225 
lC#S-r^C^;5<7F*tlfco SblC. 3(0191/2250)^1 
iUc^T^-f •J-v3>Lyi^l|lt^4iOx:7x^^-3f5;3^ 
5 KpGALDB-204/225ERF3t, ij tH— S» -ite^<D?5 

tt^f^Il^Jr^^i!Im^^#oz^7^)^»i. ERF30T^/Ki2^ij 

$Sl|!t204/225O22T S y ib^f-SMtlKA^ERFScT) 'J ::^U 

Ky ^>Tfe^Ci:^B^P,AMCLyr (114B) e 
C(3r)22T5yKA>t>/d:'5««(DT5y»IB^J*. IB^JS 

#2lZ:^Lfro 

[0029] cti'bcDU :^u»v-ti— Ky-<>(7)7Sy K 

^AN^ia^^fc*^, U3fU^>-tl— «itl^^OpGALDB-191 
/225ERF3x:7x^^-^^;^5 1^5 ^-5' Ml (IE 
^JS#1 9 : ERF3ffiSiB5lJ571-589lZ«g^) CCGACACAGTA 
GGACCCAC^3'M1 (iS5iJ#-^2 O : ERF3^SiB^iJ591-610 
GCTCGTCCTCTGCAGTGGAAG^ t *> L^TPCRJ5/^; ^fc 

c^^:L^. lE^iJS-^i ic^-rERF3a)r sy KS-^i97Sa) 

A^4,-Ox:7x-:7^— 3f^;^5 KpMl-191/225ERF3$^«tS 

[0 0 3 0] |^«lc:^^-r^-5'M2 (E^J#-^2 1 :ER 
F3igSiH5iJ639-620lC^^) CAATTCCTCTTTTCCCATCA ^ 3* M 
2 (iE5iJS'^2 2 : ERF3tgSi£^iJ641-660|z|^#) GTCTT 
GCTCTTAACCTTGCT^ t *, L^TPCRSJ^; ^ d iS^iJS 
1 iz^FfERFSCDT 5 y KS-^214Si:216S(7)T>^/^^ 
^>^=3 K>^T^x>CO=i K>l3StfeLf::DNA^^,0 
x:7x^^-7^^X5 KpM2-l 91 /225ERF3 * aii L o 

::^^-<-7— 5'M3 (iB?iJS#2 3 : ERF3«SiS3?iJ65 
l-670(Cie^) CCATAGGTG6A6CAAGGTTA<h3*M3 (iB^iJ## 
2 4 : ERF3tS*iS^J672-680(C3S^) CATTTTGATGATGAC6A 
TAAS4,*>i>TPCRJ5«;Sfcz:>S:t\ fz^fER 
F3(DTSy^S-^224#CD^'*;U^ K>^T^- 
>CDzi K>(cS^LfrDNA^*,ox:7x^^ — = 
KpM3-l 91 /225ERF3 ^ L c 

[003 1] Z^iCl^tn-f^T^^^^^^icx.^i^X^if.—^ — 
3l^^pGAL4-LUC<t <ttlC7fD h:;^5>^ hlc^AL. U 

197SgcDT::^/<^^>K^T^->S}ftLfcpMl-l 
91 /225ERF3 cfe 1/224^ @(7)^';U^5>K*77X>|z 
M« L tcpM3-1 9 1 /225ERF3 x:7x^^r-3f57.SKl*. 

/ci: o r I ^ J^j: I ^pGALDB-1 91 /225ERF3 <!:(5]«^cfe^c<^;^^^ 

lb. c*tb(7)7ayKaifii*';:?L/*>v3>SfiEizga-§. 

L^i:i^i:*^&*L-&o 214^216Saa)T::^/<^^ 
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>K^T5:::>lzS8lLyix:7x^^?-:^^7.S KpM2- 
191/225ERF3I*. 'J tK— -iie^i7>jS14*ttnftiJ-r 4^ 
m^^otc (US) o ZCDZtt^i^. 214i:216SSa)T 

[0 0 3 2] :$i^Bn(Dmi^i'<D&w^wwr^^m^m 

SEQUENCE LISTING 



m\tm-<tzt:i^i&B'^\z$mm:nv&^ib^. on At 

[0 0 3 3] 
[1S9JS] 



<; 110>; Secretary of Agency of Industrial Science and Technology 

<:120>:Novel repression domain of plant specific transcription factor 

<:130>: 

<;160>: 24 

<:210>: 1 

<:211>: 678 

<;212>; DNA 

<;213>: Nicotiana tobacum 



<:400>:l 

atg get gtc aaa aat aag gtt agt aat ggc aat ctg aaa gga gga aat 
Met Ala Val Lys Asn Lys Val Ser Asn Gly Asn Leu Lys Giy Gly Asn 
5 10 15 



48 



gtg aaa aca gat gga gtt aag gag gtt cac tac aga ggt gta agg aag 
Val Lys Thr Asp Gly Val Lys Glu Val His Tyr Ser Giy Val Ser Lys 
20 25 30 



96 



agg cca tgg ggt egg tat gca get gaa ate egt gae ccg ggt aag aag 
Ser Pro Trp Gly Arg Tyr Ata Ala Glu lie Arg Asp Pro Gly Lys Lys 
35 40 45 



144 



agt egg gtc tgg tta ggt act ttc gae acg geg gaa gag gcg get aag 
Ser Arg Val Trp Leu Gly Thr Phe Asp Thr Ala Gtu Glu Ala Ala Lys 
50 55 60 



192 



gcg tac gae ace gee get cga gag ttt cgt gga ccc aaa gca aaa act 
Ala Tyr Asp Thr Ala Ala Arg Glu Phe Arg Gly Pro Lys Ala Lys Thr 
65 70 75 80 



240 



aac ttc ect tea ccg acg gag aat cag age cca agt cac age age ace 
Asn Phe Pro Ser Pro Thr Glu Asn Gin Ser Pro Ser His Ser Ser Thr 
85 90 95 



288 
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gtg gag tec tct agt gga gag aat ggt gtt cac gcg ccg cct cat gcg 336 
Val Glu Ser Ser Ser Gly Glu Asn Gly Val His Ala Pro Pro His Ala 
100 105 110 

ccg etc gag ctg gat etc acg cgc egt ett ggc tec gtt get gea gat 384 
Pro Leu Glu Leu Asp Leu Thr Arg Arg Leu Gly Ser Val Ala Ala Asp 
115 120 125 

ggc ggt gac aac tgt cgc egt tct ggg gaa gtt ggg tac ccg att ttc 432 
Gly Gly Asp Asn Cys Arg Arg Ser Gly Glu Val Gly Tyr Pro He Phe 
130 135 140 

cac cag cag ccg act gtg gcg gtt ctg cca aat ggc cag ccg gtt ctg 480 
His Gin Gin Pro Thr Val Ala Val Leu Pro Asn Gly Gin Pro Val Leu 
145 150 155 160 

etc ttt gat tct ttg tgg egg gcg gga gtt gtt aac agg cct cag cct 528 
Leu Phe Asp Ser Leu Trp Arg Ala Gly Val Val Asn Ser Pro Gin Pro 
165 170 175 

tac eat gta acg ccg atg ggg ttt aac ggc gtt aac gee gga gtg ggt 576 
Tyr His Val Thr Pro Met Gly Phe Asn Gly Val Asn Ala Gly Val Gly 
180 185 190 

cct act gtg teg gac teg tec tct gea gtg gaa gag aac caa tat gat 624 
Pro Thr Val Ser Asp Ser Ser Ser Ala Val Glu Glu Asn Gin Tyr Asp 
195 200 205 

ggg aaa aga gga att gat ctt gat ctt aac ett get cca cct atg gaa 672 
Gly Lys Ser Gly I le Asp Leu Asp Leu Asn Leu Ala Pro Pro Met Glu 
210 215 220 

ttt tga 678 

Phe 

225 

<:210>: 2 
<:211>: 22 
<:212>: RPT 

<;213>: Nicotiana tobacum 
<:400>:2 

Glu Asn Gin Tyr Asp Gly Lys Ser Gly lie Asp Leu Asp Leu Asn Leu 

5 10 15 

Ala Pro Pro Met Glu Phe 
20 



<:210>; 3 
<:211>: 53 
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18200 1 -269 1 7 6 



<:212>: DNA 

<:213>; Artificial Sequence 

<;223>; Description of Artificial Sequence: Synthetic DNA 
<:400>: 3 

agatctcata agagccgcca ctaaaataag accgatcaaa tagagccgcc atg 

<:210>: 4 
<;211>; 19 
<;212>; DNA 

<;213>: Artificial Sequence 

<:223>: Description of Artificial Sequence: Synthetic primer DNA 
<:400>: 4 

gatggctgtc aaaaataagg 

<;210>: 5 

<:211>: 37 

<:212>; DNA 

<;213>; Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 

<:400>: 5 

ccaaataaca ttatcggtcg actcaaattcc ataggtg 

<:210>: 6 

<:211>: 20 

<:212>: DNA 

<;213>; Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 

<:400>: 6 

gatggctgtc aaaaataagg 

<:210>: 7 
<:211>: 28 
<:212>: DNA 

<;213>; Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 
<:400>: 7 

cttccttaca ccgtcgactt aaacctcc 



<:210>; 8 
<:211>: 25 



(10) 




2 0 0 1 - 



2 6 9 17 6 



<:212>: DNA 

<;213>: Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 
<:400>: 8 

tcactacaga ggtgtaagga agagg 

<:210>: 9 

<:2ll>; 31 

<;212>: DNA 

<:213>; Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 

<:400>: 9 

ctctgattct cgtcgactta agggaagtta g 

<:210>: 10 
<;211>: 21 
<:212>: DNA 

<:213>; Artificial Sequence 

<;223>; Description of Artificial Sequence: Synthetic primer DNA 
<;400>: 10 

ttcaccgacg gagaatcaga g 

<:210>: 11 

<:211>: 21 

<;212>: DNA 

<:213>; Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 

<:400>: 11 

ttcaccgacg gagaatcaga g 

<;210>: 12 
<:211>: 32 
<:212>: DNA 

<:213>: Artificial Sequence 

<;223>; Description of Artificial Sequence: Synthetic primer DNA 
<:400>; 12 

gccatctgca gcgtcgactc aaagacggcg eg 



<:210>: 13 
<;211>: 24 
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<:212>: DNA 

<:213>: Artificial Sequence 

<:223>; Description of Artificial Sequence: Synthetic primer DNA 
<:400>: 13 

ctccgttgct gcagatggcc ggtg 

<:210>: 14 

<:211>; 32 

<;212>: DNA 

<;213>: Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 

<:400>: 14 

tccgacacag tagggtcgac tcaggcgtta ac 

<:210>: 15 

<:211>: 24 

<;212>; DNA 

<;213>; Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 

<:400>: 15 

agtgggtcct actgtgtcgg actc 

<:210>: 16 
<:211>: 19 
<:212>: DNA 

<;213>; Artificial Sequence 

<;223>; Description of Artificial Sequence: Synthetic primer DNA 
<;400>: 16 

agagaaccaa tatgatggg 

<:210>; 17 
<:211>: 65 
<:212>: DNA 

<;213>: Artificial Sequence 

<:223>: Description of Artificial Sequence: Synthetic DNA 
<:400>: 17 

agcttagatc tgcaagaccc ttcctctata taaggaagtt catttcattt ggagaggaca 

10 20 30 40 50 60 

cgctg 
65 
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<:210>: 18 
<:211>; 65 
<:212>: DNA 

<:213>; Artificial Sequence 

<:223>; Description of Artificial Sequence: Synthetic DNA 
<:400>: 18 

gatccagcgt gtcctctcca aatgaaatga acttccttat atagaggaag ggtcttgcag 
10 20 30 40 50 60 

atcta 
65 

<:210>: 19 
<:211>: 19 
<;212>: DNA 

<;213>; Artificial Sequence 

<;223>: Description of Artificial Sequence: Synthetic primer DNA 
<:400>: 19 

ccgacacagt aggacccac 

<:210>: 20 
<:211>: 21 
<:212>; DNA 

<:213>: Artificial Sequence 

<:223>; Description of Artificial Sequence: Synthetic primer DNA 
<;400>: 20 

gctcgtcctc tgcagtggaa g 

<:210>: 21 
<:211>; 20 
<:212>: DNA 

<;213>: Artificial Sequence 

<:223>: Description of Artificial Sequence: Synthetic primer DNA 
<:400>: 21 

caattcctct tttcccatca 

<:210>: 22 

<:211>: 20 

<:212>: DNA 

<;213>: Artificial Sequence 



<;223>; Description of Artificial Sequence: Synthetic primer DNA 
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<:400>; 22 

ctcttgctct taaccttgct 

<:210>: 23 
<:211>: 20 
<:212>: DNA 

<:213>; Artificial Sequence 

<:223>: Description of Artificial Sequence: Synthetic primer DNA 
<:400>: 23 

ccataggtgg agcaaggtta 

<:210>: 24 

<:211>: 19 

<;212>: DNA 

<;213>: Artificial Sequence 

<:223>; Description of Artificial Sequence: Synthetic primer DNA 



<:400>; 24 

cattttgatg atgacgtaa 
[Ell] KpBI2213!)^t>pGAL4DB-ERF3^fl^^■r^ 

[El 21 utk-^ -3te^6AL4-Luc ^mmr^^mco 

[El 3] ll2lc?l^iiS#U7K-— $r-jtfi^GAL4-LUC ^ 

[1114] A(*u7K-'$'-iie^^x:7x^^-7^^xs 

K*n^-riS-C&-So EHcfcL^r. 5XGAL4: GAL4e^gl^ 
DNA^^iE^iJ. TATA: CaMV35S::^D^'--$» — TATAtH^v^^^ 
^-^ismm. LUC: JUv:7x^— b^itfe^. CaMV 35S: 

* g ^^•i^-^-y^-f ^t7-r;ux35S^ 

P^-^-. GAL4 DB:eeGAL4tE:¥E^DAN*S^ K>-< 
>n~KfIl|lt. Nos:y/'?iJ>-&j$S^^ite^^9E^5^ih^I 
M^m^o B\tERf3iS^lfEHF3(D^^ 'J - i> a • J ;K 
- 4» -ite^O) Stt (Re I at i ve Act i V i ty) izRHrmm 
^TTs-trnVkio lllCfcL^T. (1/225^) 



RF3fccfci;ERF3T^-f »J— va >CDx:7x^^— (7)1^, T 
5-/KiS5iJ1/225. 83/225. 191/225. 201/225*|#ox 
:7 X ^ ^ g 7^°~^ -5te^(D5S14^ 5 o ^ 

ftijsa* (';:^u->-9— (o&'bco^mt. 201/225 
[El 5] ')^[y^y*^-\^jt^>(D7^ymm,w^mm<o^ 

^^mtmvh^o '$'/N*:3ERF3C0g3^U'vi^— K>-<> 
<i: LT«l^-r^l91/225(D^Il|El^(7)2 1 4 <h 2 1 6(7)T 
7./^^^>K*r^->(A)lzM^Lfr4,CDy£ltA<U3f 
U S«*-r « C i: *^ lb C <D«iiS6*< U U 1t 
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[gl4] 



reporter 
pGAL4-LUC 

effector 



SX0AL4 MtATaT - I LUC [^Nos \ 



pGALDB-ERra - | CaMV35S jH G^'-4 DB | ERF 3 [ - {n^ 



B 



PGALDB-ERF3 



pGALDB-1/25ERF3 d 



PGALDB-26/82ERF3 
pGALX>B-63/225ERF3 
pGALDB-83/1 23ERF3 
pGALDB-124/1 89ERF3 
pGALDB-191/225ERF3 

PGALOB-204/225ERF3 



none 



relative luciferase activity 
0 100 200 
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191 |VGPTVSPSSSAVEENQYPGKRGIDLDLNLAPPMEF) 225 

+ 11 + 



PM1-191/225ERF3 



A A 



PM3-191/225ERF3 



pM2-191/225ERF3 



B relative luciferase activity (%) 
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no effector 

PGALDB-191/225ERF3 
pM1-191/225ERF3 

PM2-191/225ERF3 
PIM3-191/225ERF3 
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2001-269176 



[UttiB] ¥1*1 2^4fl11B(2000. 4. 1 
1 ) 

i^mim 1 ] 

miEnnims^i 0019 

[0 0 191 [y7\^—^sm^0mm mzjsLisms^ 
Kpucis ^*iJK8mEcoRi ^Ssti x*mit^^o 

PBI22I (^0->^-:;^a) * ftiJ|g»«EcoRli: Sst 
I'CiN'fbL* Nos-ter (nopal ine synthase terminator) 
^ ^ t;270bp(DDNA|^ >t ^ Af ^riSa-7.^J\.m 

\tSst\ T';BibLTfcl^/c:^^X5 KpUCIS CDEcoRI-Ss 

7f Q ^- -$1 -TATAtK vOT. ^ ^t;ffi*iS(7)DNA 1 (ig^iJS 
1 7)AGCTTAGATCTGCAAGACCCTTCCTCTATATAAGGAAGTTCAT 
TTCATTTGGAGAGGACACGCTG;RI; D N a 2 (IB^iJS-^ 1 S ) 
GATCCAGCGTGTCGTCTCCAAATGAAATGAAGTTCCTTATATAGAGGAAG 
GGTCTT6CA6ATGTA*^fiJc-r -So '^fiS LfcDNA^ 90"C 2 ^^J!lP 

!»Lfc«. eo'tx-mraiinSftL. t(D^M}^ (2 5 

^'O -e2B#rp1ff11LTT--'J >^**-t±2*ti^ff^Jdc* 
it^o Nos-ter^J#opUC183^^:^S K^ftiJISB^ Hindi 
11^ BamHI X-mift^. ^fifcLfe 2:»:|BDNA^ pUG18 a)H 
indl I l-BamHISPiilz*iAL, TATA-box it Nos-ter ^-^t; 



[^it*SiE2l 

»S5E*ta]Sa«l 002 4 

[0 0 2 4] (JiU^ hP7KU-va ^izcfc-^iie^* 
A) ±fiHT*f5/r::^p h::^^x h*jBJg*< 2.5 X 106 $g 

(5 mM MES pH5. 8, 70 mM KCI. 0. 3 M V- h— \z 

iiy—>/^)\^V—^iL^-j h 0.4 cm elecrode. 

KttM) (c«|gLfcpGAL4-LUCU;K~^-3l<ETi: 
x:7x'j7^-3f^;^^ K <t LTpGALDB-ERF3&-g)L^(i^ 
CD"? U— a > V 'j —X (pGALDB-l/25ERF3^p6ALDB-204 
-225ERF3) CDDNA^ ^)Ougt ^) ^ T U:y7.iMB^':f^ 
X5 Klug^ 100 uL (D 2X xu^ hP;KU~va>lf 
ffijft (lOmM MES pH5.8. 140 mM KCI. 0.6 M "7^ I — 

;u) ^m^x. mm7Kx±m^ 2ooul iz^^. 4^^.^ 
hic eoouL (d:/p h^^;^ hSSift^-AtiT. xu 

-^7 hP^KU— (Genepulser II Electroporation Sy 
stem/<-<^^^> KaSS!) Sffll^T 600 V, 25 mF <Dlfe# 
T' DNA ^^A-r^o *A^. ^o.y<v hA^^7^P hZf 
=^7. h^l.OOO rpm 1? S^'^FbIjSiCa LT[51i|R L. 5 mL 

0.4 M v-h-;u*^t; MS a* iz:fD h::^^;^h^ 

^5g®LT. 26°C-tr6^rBlBtp;rT*»fiLfcS. UtK- 



:7P> h^— va)gc# 



(51) Int. CI. 7 iSSiJIB^ 

C 1 2 N 5/10 

// C 1 2 P 21/02 

(C 1 2 N 15/09 ZN A 

C 1 2 R 1 :91) 

(C 1 2 N 5/10 

C 1 2 R 1 :91) 



F 1 

C 1 2 R 1:91) 
) 

C 1 2 N 15/00 
5/00 

C 1 2 R 1:91) 



f-73-h' (##) 



ZN A A 
C 
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F^— 4B024 AA08 AA11 AA20 BA80 CA04 
DA01 EA04 GA14 GA17 GA21 
HA13 

4B064 AGOl CA11 CA19 CCOl CC24 
DA11 

4B065 AA89X AA89Y AB01 AC14 

AC16 AC20 BA03 BAIO BA16 
BB01 BC01 BC03 BD50 CA24 
CA46 CA53 

4H045 AA10 AA20 BAIO CA30 EA05 
EA50 FA74 
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